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b Decrease in atrial rate on guinea-pig spontaneously beating isolated right atrium at 10 -5 M, expressed as percent changes from the control (n = 7-8). Pretreatement heart rate ranged from 165 to 190 beats/min. serum, 2 mM L-glutamine, 100 U/ml penicillin, and 100 µg/ml streptomycin. Zeocin (0.6 mg/ml) and G418 (0.75 mg/ml) were also included in the medium to keep expression of transfected genes. For microplate reader experiments, cells were plated in clear bottom black 96-well microplates (Corning 3603) at a density of 50,000 cells per well. After 24 hours from plating, cells were incubated for further 20-24 hours at 27 °C to rescue F508del-CFTR to the cell surface.
Fluorescence assay for CFTR activity
Cells were washed with PBS (containing 137 mM NaCl, 2.7 mM KCl, 8.1 mM Na 2 HPO 4 , 1.5 mM KH 2 PO 4 , 1 mM CaCl 2 , and 0.5 mM MgCl 2 ) and stimulated for 30 min with forskolin (20 µM) in the absence or presence of genistein (50 µM 
S9
Details for functional assays.
1. Guinea-Pig Atrial Preparations. Guinea-pigs (300-400 g female) were sacrificed by cervical dislocation. After thoracotomy the heart was immediately removed and washed by perfusion through the aorta with oxygenated Tyrode solution of the following composition (mM): NaCl, 136.9; KCl, 5.4; CaCl 2 , 2.5; MgCl 2 , 1.0; NaH 2 PO 4 xH 2 O, 0.4; NaHCO 3 11.9; and glucose, 5.5. The physiological salt solution (PSS) was buffered at pH 7.4 by saturation with 95% O 2 -5% CO 2 gas, and the temperature was maintained at 35 °C. The following isolated guinea-pig heart preparations were used: spontaneously beating right atria and left atria driven at 1 Hz. For each preparation, the entire left and right atria were dissected from the ventricles, cleaned of excess tissue, hung vertically in a 15 mL organ bath containing the PSS continuously bubbled with 95% O 2 -5% CO 2 gas at 35 °C, pH 7.4. The contractile activity was recorded isometrically by means of force transducer (FT 0.3, Grass Instruments Corporation, Quincy, MA, USA) using Power Lab ® software (AD-Instruments Pty Ltd, Castle Hill, Australia). The left atria were stimulated by rectangular pulses of 0.6-0.8 ms duration and about 50% threshold voltage through two platinum contact electrodes in the lower holding clamp (Grass S88 Stimulator). The right atria were in spontaneous activity. After the tissues were beating for several min, a length-tension curve was determined, and the muscle length was maintained at that which elicited 90% of maximum contractile force observed at the optimal length. A stabilization period of 45-60 min was allowed before the atria were challenged by various agents. During the equilibration period, the bathing solution was changed every 15 min and the threshold voltage was ascertained for the left atria. Atrial muscle preparations were used to examine the inotropic and chronotropic activity of the compounds KH 2 PO 4 , 1.19; NaHCO 3 , 25; and glucose, 11; equilibrated with 95% O 2 -5% CO 2 gas at pH 7.4. The vessel was cleaned of extraneous connective tissue. Two helicoidal strips (10 mm x 1 mm) were cut from each aorta beginning from the end most proximal to the heart. Vascular strips were then tied with surgical thread (6-0) and suspended in a jacketed tissue bath (15 mL)
containing aerated PSS at 35 °C. Aortic strips were secured at one end to plexiglass hooks and connected via the surgical thread to a force displacement transducer (FT 0.3, Grass Instruments Corporation) for monitoring changes in isometric contraction. Aortic strips were subjected to a resting force of 1 g. The intestine was removed above the ileo-caecal junction. GPILSM segments of 2 cm length were mounted under a resting tension of 300-400 mg. Strips were secured at one end to a force displacement transducer (FT 0.3, Grass Instruments Corporation) for monitoring changes in isometric contraction and washed every 20 min with fresh PSS for 1 h. After the equilibration period, guinea-pig aortic strips were contracted by washing in PSS containing 80 mM KCl 
